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[oooi] *3&qHtt, Rn^m«, wt^^'^^y^v^mmwfStt^i-^r^^^M^^ 
[0003] ^^^v/^^KfijES^^fla^^ffifcWii^^i-s^^/^^M-efc-So TES? 

TV^o mi£<Db^, PTP c ^PrP Sc t(Dm^X<OPrP Sc \zmt^ ^O^PrP 5 ^ 

ymffls<VT&m^xtemirzft&%tfLTm, "p-e^BSEoth— ©js&asas^ 
[0004] BSEtt, PrP Sc ^w^<Dw^mt^mm^^^A^m^u mmm?* 
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jmt* KftJMTs nmw&\ mmit, mm*^ ^bk, 

Mifcfc^T-*E£r^3*N&T*fc5„ BSE«(cJ;5vCjDf2. 2005¥3^ 
ISt-ei54^j35S«i';-$ix-C*3«9 % 2005^-2^4 tl KU± W ^ A-^^M//* *R1'f$4x5 

[0005] a^Sftia&SttT , ^"y^-^offrSR^iaLTtfi^ ftJ3F$;#ft$;h/o X 

?>^:^/& s ^$tt. C^>9*>T^-ry^VB(Xi YG el al. 1992. Nature 
356(6370):598-60l) % ^yrfV-yKCCaughey B el al. 1992. J Neurochem 
59(2):768-7lh T>h7-^^f^V> (Tagliavini F el al. 1997. Science 
276(5315): 11 19-22), Jf-tfVy, fnny, ?uu*l/ s E~64d^(Di^^4>Zfu 
f7- if Wiftffl (Doh-Ura K el al. 2000. J Virol 74(10):4894-7) , ^u-^vV, yn/P 
7 0 n-7v?>, T^^CJ^^^^CO^^y^T^^^^CKorth C el al. 2001. Proc 
Nail Acad Sci U S A 98(17):9836-41) , tfA*7>(V>^**$'T—W l i:i?<D J rb , 7\ft' 
— (Caughey WS el al. 1998. Proc Nail Acad Sci USA 95(21):121 17-22) , 

4y*"?4, dr=— ^ 8-^^Ka^r^/!;^-2-^/V^^T/W7 :? tK8-^ryy/l- 
tK^y>> 2-t°y^V^/^^^T;vxtK2-^r/!;^tK7yVjoJ;t^2, 2' 
^/y^fc^O^—iMg^lW 2003-40778^ 

[0006] WfFA'lttllJlJi, GAPDHcDi^14T^y^-A^/>^, &&Tf 

\^T4yy^—^mM^^tX\ PrP\ t>V>THPrP Sc O^^,^»Ji-a^^^ 
-C#5;ii:H:* g U GAPDH^TV^-t^^^fcfix^V^/K^S^-^et^^y 
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[0007] mmXffi 1 f^fi, PrP c <D§£ ^-^^K^^^h t^^^^l-iOPrP 80 ^^* 
in vitro-CPn.WLfcClWS3tiilife$nT*50, ^y^^f^^^^T^lWl^^^HTV * 

*/c, fc/y^fctffc^jn vitro-CPrP Sc 0^3o^rPflWL % in vivotC&t/^T'b^l'f 

t°— <D^vw^^t;i:&^TPrP Se fM^ 

[0008] W±wii9;^jitt#ffl^ m&<Dbz.Z> 

mtxm Km 2004 - 8 1034 

WST-A"i»2: HI^&fj|g03/038074 ■^NV7U'S'h 

^tSrfT-Aittl :Kaneko K el al. 1997. Proc Natl Acad Sci U S A. 94(19): 10069-74 
#*HT\S:iR2: While AR el al. 2003. Nature 422(6927):80-3 
#WfF#i^3:Solforosi Let al. 2004. Science 303(5663): 15 14-6 

[ooio] *mmh\-±. ±mwkm^&ir%tcfrimmwjt$:ft^tcbz?>, ^yv^m. 
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^ is w h tc , m %?&mifo a* . % v *>m w wi# fs-tt&^stt^y * via 

(lc)fifnrri(la)lfcf;:mib)0^ 

(id)rniRti(ia)~(ic)cDv^ttA^^(DfflM^, *fctt-t©Wrrr^hy^^> 

(2a)RE«-^2, 4, 6, 31 N 33*5«tt^35*^/j:5l^35»bai^$tbSia^J^tJ k ^®? 

mm, 

(2c) MSB (2a) */c{4 (2b) <Dmf^<DmM^^^'t^K 3&*5©E^tfiftdS=i— Ki" 
(2d) fttjfB (2a) ~ (2c) OV ^ftt^OitOffiii^ Sfcte^Ofr Jf t^hy V 
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[0012] *%Wl*. I»rt& b 4fflt*5 > ±;!dm^mirZ> 0 

( 1 b) ift{5 7 -= - K<z>lfi *: (CcfcO mi B'ri ( 1 a) co^ir |WJ -<D#y K£= — Ki~S 
(lc)lffiifci(la)*fctt(lb)<©;K^ 

(ld)flffRci(la)~(lc)C>V^-rtL^C>^^OfflM^, Sfcfi^rrii'^hy^v 5 ^^ 

(2a)jE?U^2, 4, 6, 31, 33ioJ:t^35^^^?)p7i)^il^$tL§j B iB^J^'^tfTO 
( 2b) jt^-T-^ - KOSKs K JCt t) Bi) m ( 2a) <D^®?<t lis] — <D#V K£=" - F"f 3 

(2c) HfjgE (2a) (2b) <D^®?OiSB?IJ{C^M^#i-^^ x &*5j&Kg$S:a — Ki" 

(2d)m7lE(2a)~(2c) ©V^ttJ&^«ift©tH*t«( % ^fctt^KfrJt fC-X^v^V 

i-s 0 
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[0013] ^mrntt. iaa^y^^flcjftiST^tf^^-t-BBi-s. 

o 

mm. 

(lc) HNRti(la) &fzn (lb) OraOpjfi^lJ^^^^W-r^^. **3fK^^ s = — Ki" 

(id) fiHKe(ia) ~ (lc) ov^ttd^^offlM^s *fctt-torr J'rtc^hy vs^*^ 

(2a)BB^J#o-31, 33^J:l535^^^p7i^iliR$n^e^J^tf^, 
(2b)jft{57-=— K(0^M^J;«9BUR6(2a)O^t[5]— ^sKy^TW&a—K-t-* 

(2c)ME(2a)*/cf*(2b)^^SB^J^^M^«^ > /^^^S=3--K-r 

(2d) tfjffi(2a) ~ (2c) n-t ti^©M^tiii. ^.tcn^mn^hv^^ 

[0014] £<b^ ±IBt^;^-^^tftfrS:=-K^-*SBetJ:i8rSo 
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[0015] m^yyt^tfifr&mii-rz, 7v*^mmmm&mmmim-rz 0 

^iblcUtf:, ^gijtt, tt^y*^^9titfr^J;tfaWRId^ 



WO 2«M>5/094846 



8 



PCT/JP2005/006189 



tits &mwtes mm&imtfo&fttrs 7»*>ft<»iH&imAz.tott&&tttirz>ti 

[oo i6] Mftw<r>fhmm<n®s-ifcmbmm\z&Os zti&x^mk*;x.bnxztiyv 
ttx%z> 0 u&*b, M&W(Dm^m^m%?kmmvR%^umtes mm 

m-rz>zk&x%z><DXs yvyti/ffi<Dffim<n&teb-rs znmQt^&wiiz-xwz.ft 

[0017] [IS ll^MBJ-tyy^—k^m^^^^ltm^^ib^o 

[IS2]ftfrjft{S7--<£>3iS^<^ .<£>^n— ^?^m%K<Vrd&£MX&>Z> 0 

[|I|4]^^{5?-^h7V^7^^hL/c293T|fflflS^=tO0^^tV^^<7), ^°y^ 
[EI5]ft:ft:5t^^tP=«^*K<^«S:0-e*)5o 

[H6]CD45 (+) ffim&£T$CI)45 (-)M^ol n-C^To/cFACS^^^^^ 
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[0018] [|£|7]CD45 ( + ) »*5j;t>*CD45 ( - ) MOtf^lW^V ^/]<Lfc'*£CISdT?*> 

[|^8]43C5^^(D^7^trT^V^^^^^^-Ax43C5H^Octt>'Ax43C5 
L£|^n^|fe£i±-fcICR^*c7>MSC(c:cfc5ffi 

{ITf- *|lA«T£v5o 

[[^9]72-5^<^cDift{Z;T^AtPl§?a-<^^— (pCAcc/ / 72-5Hioctt>'pCAcc/ / 
72 - 5L) , &tclZ44Bltfifr<Dmte l^tsW&^W— ( P CAcc/44BlH*5j: 
tNpCAcc/ / 44BlL)^#AL7tthfccfct>"^^MSCiCj;^^^$n^c4n^cDT^y 

[l^lOlLacZitfK-T^^ALfcICR/MSC^X-gal^feL/c^^L/c'^-^lSd 
[l^lljDsRcd^T^^ALfethMSC^cfilCR/MSC^o^-CtTo/cFACS 
[0019] [Nl2]72-5^^^«44BlM^, /^^rHl^y^-^^^V^^^f^S 
[|Hl3]72-5^^fc(i44Bl^:^, B^^RH^y^^^^W^^^p^ J£ 

1% 

[0020] ^PJifWincSlJiie*^ 
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5XfiikbLXi'£^ ^'JxJi^ Sambrook et al., Molecular Cloning: A Laboratory Manual, 
2d ed., Cold Spring Harbor Laboratory Press (1989) Joctt/ Sambrook et al., 
Molecular Cloning: A Laboratory Manual, 3d ed., Cold Spring Harbor Press (2001); 
Ausubel et al., Current Protocols in Molecular Biology, Greene Publishing 
Associates (1992, :Jo cfctK2000<D-fr|}j&); Ausubel el al., Short Protocols in Molecular 
Biology: A Compendium of Methods from Current Protocols in Molecular Biology - 
4 ,h Ed., Wiley & Sons (1999); Harlow and Lane, Antibodies: A Laboratory Manual, 
Cold Spring Harbor Laboratory Press (1990); c&cfctF Harlow and Lane, Using 
Antibodies: A Laboratory Manual, Cold Spring Harbor Laboratory Press (1999)^if 

[0021] mmmi^^m^mm. mm^n-.mm^vtw m£&.ffi#mz*$^xm 
xmv^btizmm. ttbm^ communis xxf&Win. mm^w^m^^^xx 

&biz&^<nm%MW. £b^&^<ttKb<Dmfcxhz> 0 *i^(^v^, at 
tiiHf-efcott> mhfr<Dmi&iz.m&vx\^xh^^h<Dti-z>t)K -fvur^m*) 

[0022] *»Mfc33V^tt, rfl^^iNBJ!a?r^^i!b-C-^tf, :/y^#i^Ofc#>tf> 
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. (vCJD)^, thft«WJR*Wffiffl^«t5EWttCJD'bA*ii^>. *S6i*Jlw*5 

[0023] ^^BMd^^^nn^^^fla^^, ^*L<tt#ifiiBia(#ifijHBJia©miii^MM£ 
MMm, «>«v^w:>kffijin.«iiia, r»i^^^«, *^tic4xf>*wna^*^i- 

[0024] 'I'i^lCli^ilSiLt, iglk^fla<hrRn^^^»(MSC: Mesenchymal 

Slem Cell) J * -Xm'fflK&lklL — £#£«/^5lNBII&0£8lfaft 

5v^*jiiL/jN«tc^ki-5^*iBJia-e*>-5o r«^ttte, #s.»»wa*s-c#s 

mm(mmmmmmx^^mm^h^tK-hwR^xis< 0 mm^nmmn 
'wm^hmm.^tht''nwmmfj:t^h / M^xmb^o Pesmm^«£# 

HbTV^V^#fi«t, W&tttt^F#5fc<£><^ K^»jNBIia^l^^«t5^f&3SS 
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mmmz-&wxm&-tz>k, m^mmnmm (mm^nmm) ztzmmsmm* 
wmnmite. wmmm^tzityvrmm^itm^-r^t^^mLx^ ^ umx 

[oo26] ^mm^m^x, ^mmnmmtn.^'Tmt^mmt^m^n^m^mb^ 

^o/c^K2^t°-(^^, mm-r^t*^. rvmmcDm.it&%mh%Lx\s^3L 
x<Dmm^ftiku%zmjj&&<>tzmjfo£ffi-to ^mmnrnmi-x. mz.it. sh2( 

+ K SH3( + )> SH4( + L CD29( + h CD44( + K CDllb(-h CD14(-h 
CD34(-h CD45(-)<DWtik£ff-r%mjfoXhZ>l)K Ztlh^—iJ — lfftlfUm 

[0027] ±m<Dmmmzmm-tz>mmkte. mmzk&mm, mM%kmm. mm^mm<D 
[0028] *3sw^*5Jt*#tt#iBJ!&^ ismm, Mmstmrn, mmrmm^^L^ mm 
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OO^tCfcV^T, mmftettMli. SH2( + h SH3( + L SH4( + h CD 
29 ( + ) , CD44 ( + ) , CD1 4 ( - ) , CD34 ( - ) % CD45 ( - ) <DttWl&ft-tZ> rpl&M 

^fgPJ-nc&l^-C ±fida^^«^iiBjWij«i:LTfi, Lin(-), Sea- 1 ( + h CD 
10( + h CDllD( + h CD44( + ), CD45( + h CD71( + h CD90( + h CD10 
5( + K CDW123( + h CD127( + K CD164( + h 7^n^fy( + ) 4 ALP 
H( + ) % =7^t-f-l ( + )^Wm^i-SrMm«^Ati > «^-pj, *>5VM4 
AC 1 33 ( + ) (04*1»*Wi-5*IBJia^tf &HJ]S#iij£ W *s-e#5o 

[0029] *»WK:fett5tti!a#wi;:i±, #ffiiiwiia«t9^«ur^]t^*iBiia^iifflt?*or 

a E,mmmt£Mmzmir%mmxhz>bmx.btiZo #&^*wfls^$Hfc 
[oo3o] ^eg^M^®{-^tb^ifflj3s«, ^H-T-^oTJtmi-^ttts-yr-r ( 
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5>K -T^, UvK fcrfciT) fcJfc-C 

[0031] *3£Pj1{Oott5M#iffiifi, #'Rf±\ i¥mi<)^^^t/-c#M«, flMMfl 

ttaii. 07~i. i g /mi<7)tui2!i^*n^-^ttK^n]]a5>isn^ini 

^n$Bn«rE(*L, ii'ffino~30#ISJfiU£"Cfc5o 0J|xi-5M#iiI^itKf^ ^ 

*L<ttl. 07-1. 08g/ml^><SaBB, F'JxJi\ 1. 077g/mlT**j5o ¥&&fcJlEi$'fr 

T*iJ/fl-r5r<«>-c#5 0 

[0032] Aflcfw^i^ii, *i\ ftwmwxmmistc-wmwis-io u »&&w(xl- is 

£2ml + Ficol£3ml)K:^-frU is'^(2000rpmT'15^PMl)L, TO^S^MC^l 
ml)^fflUJi-^o C(DiTi-M^^M^|j^cO^<Dfc*(CJ:0#^^(NPBM 2ml) 
(C^LT, Hl"^.^(2000rpm-C15^Bn)-t-S„ ±$tf*£l&*U5:gL 

te(Wlt*»JlBia)Sr^tp»Uia5>liI-C?*>«o ^ra^fla^tf«^®^, 0!l;t 
5>iffo fa^. ±tesH2^(7)ifa^^ffi-7-^-^i-^^^^-r§^^^J; i 9 
[0034] £fc, WiBisRjNMa^^kLWs^ffiEji^jWia (nan^m) srirtpwia^iiira 
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#&nm mwrpizxtiimtiftMfo&ft^ m<b'&, jtsi. 07~i. i g /mi<D$s 

7:vK -v^) ^=t<92£$!jU33o ^J^^RS^^fcfe^Mk'iL-Cfi, Ficolftfc-^Pc 

[0035] *1\ -ff wmm-bmikLtz'n-mM (25mi) ^/cfiMik^iwj 

SOPBS^«k-{c«l^L, aMX900gT?10#IB])U &|^JK3£PBS{£*§|-frLT[n] 

JjX(«^^f*4x lo'lffl^/ml^J^-r^Cct^J;^, jhf&>Jc#£l&*-t-5o 

, ^0?^5ml£Pcrcolftk'(l. 073g/ml) £^-frU j&ifr(900g-C30#nfl)U T 1 -^ 

MEM, 10%FBS, l%anli-biolic-anlimycotic solution) (dM-rM^ ja^(2000rpm 

5(37°C, 5%CO o in air) e 
[0036] ^P^lcD*0J3S5>iiJOfdlO^att, #MBJJG, JWffirjfc*Blia«t9^KLT#y t cl1i^jHB 

teli, 0>Rf*, Lin(-), Sca-1( + K CD10( + h CDllD( + h CD44( + L C 
D45( + ), CD71( + ) % CD90( + ), CD105( + ), CDW123( + ), CD127( + ), 
CD164( + ), ^^n^^( + ), ALPH( + ), if-l( + )cO#m 

^w-rs^^-efeSo MKm&fr&ttmmftmtti. mx.&s #tt*w&* Mimas 

#1-5jHBJia«r3!lR-r5-i:ic:«t?)#SCli:*ST?t5o 
[0037] *«l»«bz)»fe«ffilU^:#tt»lia, J^^jfiL^fflflS^. 800gTJt.m{CJ^Cfc^^ 

te+#*n$ra* ^ [ p(-T^^^)ia^^m\ stmi. 07-1. i g /mi 
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mm^<Dit&{zhkctz<m$:kitoz><niz. iwmmznteu mtt. io~3o# 
wftM-c-hZo \n)\&-fz>mji&ttm<Di:t&te. #£ixm. 07-1. osg/m\<D%m 

, mx.lt. 1. 077g/ml-Cfc5 o tfife^fim'L^tztb&mWtLXl*, Ficolfl^Pc 

[0038] R.mm^&if. s-r, #«ii®j^/j^jfcLfc#^ 

(PBS + 2%BSA + 0. 6%?^>-mi-bV'}^+ -^H'/hW^) 
fe'MtC^-^L, ^<7>5^5ml&Ficol + Paqucitk'(l. 077g/ml) tiS^U )&'iM8 

oo g -c2o#nn)u w*iafla^iBj^m-t-§o TO»#isi£»<^?5fcfr <^c 

fei:MiS(«MEM s 12. 5%FBS, 12. 5%£^jfiLf|!f* O. 2%i — fVv'h— >K 
20mM^C&,0. lmM 2-^#;7 P M^/— /K 2mM L-^**^ 1 M t 
KDn/Pf-^y, l%anli-biolic-antimycolic solution) (^fUrm 1^ iilf'fr (2000rprru 1 

i-S(37°C, 5%CO in air) c 

[0039] 4^mmcom^m(Dm(Dmmt. #m«> m^skmm. MWdn.m&. ^tz^fHt 
mrmmx^m^xntzmmmm^mx^x, nm^m^^itu^Aci3 
3(+)mr&£fti-&mm&iutrm&ftwx&z> 0 ^(Dm^mit. m±i-£, 'H-m 

t 1 *^, ±tdAc 1 33 ( + ) <DmifaMm^~#--*fiirz>mifa&miRirz>z.kiz. Ron 

Z>^btfX$Z> 0 

07-1. lg/mlOlSffl^^tLSia^^iffiJ^lHlJlXL, ^.(Dmm^m^h. AC133( 

ctcftmiz-tfttm mitte. mi£mm>b(?>tc.fr(Dmwiftx\ mm^wtm^ 
[0040] jt«»i£>^te\ *i\ ^m»^^^^^bfcfffiiim^^L- i5^^rt-e^b 
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% ^4LLSP.(L-15 + 0. 01%DNascI % 0. 25%MJ:A»\ 0. 

^cD«7j^AC133^^^ijfflLTAC133( + )«^ln|lKi-So CftJCfcOJlftifc 
C133( + )ttlfla«>|nll|Xtt» ■v^yMi'— X^j/BL-C, -fe/wy— (FAC 

[0041] ^b^R^Mfla(PHl^^M^) , PflffJHBlte, &3VMiAC133fciMJ]fi£^r 

[0042] ^W^J(^fflV^tv5r^^», * fl'tSlfflfla, WfflflliL«Wa*fett5t:ffi 

, PfiJhU fc5VM^P s V>#£ftcD|&#ift:feJ;l//^ 
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nM(DX^ ^0*SJ;«3»*L< . PrP Sc <Dftj£&Zm'P£ J £Z>ZbfrX$Z>i><DtfM:h 

[0043] PrP Sc tft»'#7£-tt£f ts-Lnzmm TbLxtt* m±tiPrP Sc wmmfc*\i%?r 

y^-^ta^, yni^K^y^s^ctt/oB-^K-^y^- 1 fc±r«># K^y> (#^200 
0-512131 ^^/^vrri'r^cttK^wE^^ (*«2o 

04-501626/^^)^^^^^, CiXb^H4^$n5^»t"Ctt>5cV , », 
[0044] ^IglJIKlfc^T, ^y^Jnftete. PrP c *Dit>*/^cliPrP Sc tC^^RT^fci: 

M?U$, Fab, Fab\ F(ab') , Fv, dAb&£Tfitott&&fe&WIR)iftXti i Wft> 

2 

^^fflv^ns^TW^^p^^ 0*1 

;tti\ ^HWiT-A'^2, #£rfT-A'i&3, Enari M el al. 2001. Proc Nail Acad Sci USA 
98(16):9295-9, Peretz D el al. 2001. Nature 412(6848):739-43, Gilch S el al. 2003. 
J Biol Chem 278(20):18524-31&£lC;fc$$;ftfct><7}^\ V^TnWllilZltTi&feA^ 

<iimTBlfll^»lC > 2001^9^ 14 0 iZ&ttZtltis^T'VV—'?? 
n— ^72-5(^t€#€-:FERM P-18516) , *5j;tf44Bl 5§-:FERM P-18515 

) fc£<9m±&nZ>i><Dtj:b*tfmf btiZ><, tin. 1>*frZm&&$f1rZZk&$i£%\bti 

^^y — ->-^-t-5r^^^§(_hffiEnari M el al., Gilch S el al.*if Sr#fl8) o 

[0045] #$8sn fc^its^jjtf-^fm, =**7#Mt\ Mft^ktFtfrisitJ^Mkfitflc* 

tn,mzitm^x, th^<Dm vWo^izmvx^ 0 ^v^^^mi^tx 

^abtlX^b-r, *mW%h\Z.£^X®&Xfrmi$ft't£b<DXlh v ), to*e&S&ft\z.& 
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[0046] ^m(D^v^^ymm)-mmtLxi^ 

(lb) Mte 7-= — h*<Dm *: Hi! Rd ( 1 a) cD^p^ [5) -<7)/KU ^-T 0 ^ K£=" - Ki"5 
(lc)nuiiri(la)£fcmib)(Dl£fi^^ 

(ld)^td(la)~(lc)OV^-rtt^^^>fHMs^, *fctt^rrJi 

(2b) iftfz;- T-^-Konsmtci^Htiffci (2a) ^^i^-o^!;-<y^K^-K-r6 
(2c) mm (2a) (2b) <»g^se?y ^j^wrs^, te&mm&ft^—v-r 

(2d) Rfjffci (2a) ~ (2c) <£>V ^tl^^O^M^ *fcfcfrt©WJt ^M^S?*:' 

[0047] *fc, t^y^-^if*:*fett^r©wf>t-*«ffe^f^»b, prp Sc mmmm^m^.^ ^ 
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fC/S\ BuelerbK £Z>ZfV Jr^mfc TJvtT^Y^^ (Prnp - / - -v**) <T>m IS ( 
Bueler H et al. 1992. Nature 356(6370):577-82) \Z.£0^ jrls*l"*9 

[oo48] fczfyxi/fcffi&teintxi—^ykz.^ ^mmffiftmxm%\<oftM<D&te& 

RACE (Rapid Amplificalion of cDNA End)as*iro^*n<O^f-flr^«t0, >fc*n<E>nTg£ 

frmfcTnfrfrzxmxMhft%h<Dizmbti?&\ nhtitc^v^^^n. m 
[oo49] ^pji-c/bv ^b&xzzfc^v^i/ttfrmB+tvxn. mx.it, w.&mmm. 

(id) hubb (la) ~ (lc) <d\ ^-rti^(Dmm<Dnmm. tfc.n.^mn^vT^^iy 
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(2b)&fc7:3-K<D^£{^^ 
mm. 

(2c)md(2a)i£tztt(2b)(Dmmmzm^&$:ft-fz>i)K Kmmm^-v-t 

(2d)fiiJRd(2a)~(2c)<DV^tt7i»^^(7)-|flM^, tiZitt<Dm)}lZXh})>i?^> 

[0050] ^WlBS^fflv^r^hy^^h^ft^j^v^fflSIW:, ^W&.Wtftmz.&^X 

Ph 3 ^ft, #!lxJ3:Sambrook el al., Molecular Cloning: A Laboratory Manual, 3d 
ed., Cold Spring Harbor Press (2001H 3 , Ausubel el al., Current Protocols in 
Molecular Biology, Greene Publishing Associates (1992)&£l£f£f|i!c£;ftrCV^<5 0 

[0051] AfrWtett, ^mmm^^^xm^^^bv^^ht^mt. 65X:x<d s 3. 5 

XSSC, 7^3- AO. 02%, 7$})\?~;Vt°viW>'0. 02%, ^lk^T/^Zf^>0. O 
2% v NaH PO 25mM(pH7), SDSO. 05%, EDTA2mM/^#5W:7*y^V-fef 

2 4 

-i/a^/^^r-^ct^^^y^V-lf-v/aV^-ro fc*5* _tfB<£>5*>, SSC^O 
. 15Ml^f^hU^/0. 15M^^^hy-7A, pH7t?fe«9, SDSteK^V/Hifc 

a^, DNA^^tWdlilte, 2XSSC^"C^iatC*3V^T % #^t?0. 1~0. 5 X SS 
C/0. lXSDS\ZX68°C-£X(DUmz^^xmifr-rZ>o &&\t^ XhVlsif^h 
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[0053] PrP Sc m^:PIV*te-tt£fJ-#1-5^ ^^l^ 

^^i/3Vfi:(Berman el al. 1984. Proc. Natl. Acad. Sci. USA 81:7176), DEAE-^ 
^Y^Y^-y^y^'y^, -fvY-f^^YWfr (Deans et al. 1984. Proc. Nail. 
Acad. Sci. USA 81:1292) , 'fg^-TL (il/^hn#l/-i/ 3 y) . V#y-J*mfr. 
7*u>iz£&Y7y*7~?^3yte£Xfmm%<DU— ^—W^lUz£%mteJ<v&i£ 

[0054] ^mmm^m^^m^, ^y^-n-t, w^Mm^mmf^<D^m<Dtz.^, ^ti 
w^/^^yj>>^t^^ih{z.m^ti^h<Dxn^\ tv—^yy^ff—n. 
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[0055] ftm^tfi—te* ^(D^^mm^mmmmmik&XTfyjy— v-a^j^A 
&&wizm\<^tiz>mte Tit. i &tzte2£k±<Dmte Ti>>bm>&&tix\, ^xi>£< . 

[0056] *Wittl#JJ:*5V^W:, =J-KE2?!l*5J:rfil«BB?iJ«:» y$&=i-KBB?U<£>S83l*fc 
fitted, a^P3fib"BB^J<Dj^#*fc^BBT^fc^p^'f4g$tt^^^^v>T 

*fct>L^^200DNASB^iJOP^Oii^(Dtt@/!)S x (i)^i — A*X7hgg& 
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[0057] ^ISW^joV^fl-ffl^^^-li, tfr3K«M» ^ijx.(MfLS>J^, l$£#J, 

[0058] ^f57-^m^^^Mfia^JO^^B^ttff«, ^tttt*fctt*BJia«»-«to-Cift 
/<fott)J:V^\ — jRWiai, TATA^V^ ^yfcV^Jfiyih CAAT 

^^FJ^tg^-U ^LT^y^-^^it{5-7-^tPDNA^)±TOte¥-^fc 
h-f a ^rfflJfc^P^E— ^— |H«tt, CAG^/D't' — — N l/hn^/V^OdLTR^n^E- 
— , 1^M#P^/l^(CMV)3i>^>-^— /:/ n ^— ^— RSVOLTR 

ncs^ife, mmziVo. •m/v*. *fctt»£toffliswjite j y-3&^ 
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[0060] nm±MmmftT\ mix j^xw>y<^n^mm-r^(DiLt<ouimm^(7ym 

£<5o 

[0061] ±jfrf3§§^<^— (i N ^^££9. ^^,-<^^— ;^e>£>&£n<5mRNAtf\ ^>v?^ 

[0062] &&miz&^x. mmmmm^(Dmi^mA^rM^m^^^t^x^^4^ 



WO 2005/094846 PCT/JP2005/006 1 89 

26 

W^fff-RCD(Arg-Gly- Asp) 7 £ fit? # l&mWt^td&^T^^—?^ 

[0063] /j^>6&gS7T : 7'M;w*-<^— ^m^Ws / Mxi^(D^i-^''f ii^m 

/J* - Am9>'*9m&&fc (J^TDNA-TPCilB^-r) &m\< (Yoshida el 

al. 1998. Hum Gene Ther 9:2503-25 1 5^3r#{«0 ^t'KX^Xi^-t^t^X^^> 

„ ^^rm^^thh^m^-^<^hntzh(Dxh^o mmma*. £i\ pax 

^/^i^DNA-TPC^^L, jl^^;iiiJ[5H^-e^)rrUTjo<„ & 

^M^m^mi-^M^m^^mA-r^t^x^^ 

[0065] *mw<D7°v*>mmmmn. -f^^m^mm^^^^^'t^^ 
(DwmzmQvtcm(m!&mkvx&^i-z~bfrx%^ ^^mntL-xa. mx. 
i^prp^mmmm^^ir^h^mf Prp^mmwrnmn^mt^x^ 
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x T^/Jv^Uv^B, T^bTHM'^V, 5-t?Vy, ^na>, ^nndr>\ 

E-64d^i:'0'>^X-r^n^T-ifpa^l(±RriDoh-Ura K et al.h 
^D^ov^y, Ti?^a^^^^7^y^Tv ? ^iffl5:(±RtiKorth C et al.) 
„ tf/U7^y>>^7?tii/T~>fj;¥cr> s Th7t°u-- ^&K±ficiCaughey WS el al.) , ^< 
v h-tf- ^aKU -9- i — K V 7 v 7-4-7 • ? V — >is X Xf\) T 9 74 7° • u y Kfr ¥<DDT9 

/<^/y>^<t 0 <Ddr— — ^(^§12003-40778 ^^ft^O-ffc^^ PrP c <DK 
c :feJ;t>V£7hfiPrP Sc (;i^ 
[0066] PrP c te£Tf/tLtztePrP Sc iZ&ft1r%!®maZ. fo^J*>#Cft*.ti\tt<DW) i' ( 

0>jx.f±\ mm-icm. #^2003-144148^4^ #082003- 

321498 ±RclEnari M et al., ±RtiPeretz D el al., JifiriGilch S el alttt** 

MO , YiJ V V43*5J: W)B- *> U 1 Y^V > (4*^2000 - 
51213 ^^^y^rrlt^.tW^^^ (#&2004 - 
501626 3-4m)&<!f7}^{fib*^ 

[0067] *fc, feS^S^PrP^itSfiPa^^Sr^r-rSd^A^tt, #082003-149237-^- 
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[0068] ^wofcmmnMtz.mLxte, m^x^Lx^mLitm^fmmasc^ 

* £tctemmwm<omm<Dtex#mnmzmmxzz> 0 inx.it. mwf ^tm^ 
tiz>tefci>L<&mfr* RfeWiiat. mmm* %itm* mm 

M* #&7£-tt#k &-£#k W^5W, trt^K BSJfif^j, ^^J^if^iiUm^-^^-tt 
[0069] fMtffl^TKf^^LTfi, m ^K?$r^oM^MJ£#l£T^tr 

t&wmtf hti. mwmMtfwhftL Mx-itr/^—^* F^ma^?;-^* *° 

#J;Ui2Kyy/W<-h80, HCO-50*^ffltTtiV^o 
ft«H-hy^Att«tt x <b3U, Mx.it* mMcf^ti^* ttim\* Mx.\t^l>/v 

Tfts^ — tv* ^/-/k mwi±n*&h&&\jx\>x\\ mmztitc&mmtm 

[0070] (D^-|f-}iV>*f tb^S&^J;oTt»J;V^S % # *b< P #-5--? 
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[oo7i] zhic^mni-i. ttMt^fcm±ft%)&<D&mn<Dfcmm. ^<??-. wfv-*^* 

it^mc & M-rz>h<D (mm * &(D 0 wMm xfrz^tmi*^ * ( a gsgMsss &) 
®)%tfmmx%z> 0 

%mm-tz>~th-*imx&z> 0 mmt<®m{&tfi,fzhcDX3b'oxh£\<\ 
„ ttik<DfcftfrbM&it(DWMxM%L£ntcmn^ 

&x$Z) 0 ^tc, mm^tcnmmm^^^xn, ±m^m^m^m^x, *mwco 
m^M^^-r^t^mxh^ 
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[0073] 4;^PJ1^fdl^^li6i(i, f^±ff^S<D^!J^>'^^^^ai-r^^<*:^Atf 
■v— vhyy^/jr^sajfcjf e>ttS. aaEEtf^fcL-Ctt, ^Jx.tfDURECT|±cDAlzei 

ntcmm^^m^^—^xrjkm^^t^x^^f^, tfLzfv*^#Lft&* $l 
wfrn^m^n^mm* m^t^n^m.*, PBSKtimmvxmmntjkm-* 
tt^^r-rs^^ifc-JKL, wn^^rt^iKiiti-s^^t?, ®£\zfafr(D&mtjkiu& 
J*fiJt-e#5o #*&&um^h!^*£LTkfc, #y^^K(*ll#rr-l§3j73,9i9 3-:fc 

«fc TLFBfe+H tSFfT-a@5848 1 30 , L-W^^il/^-^/V-L-^^- 
h(7)3^U^— (Sidman, U. el al., Biopolymers 22:547-556 (1983)) , (2- fcKn^f 
V) (R. Langer et al., J. Biomed. Mater. Res. 15:167-277 (1981) 
» joit/R. Langer, Chem. Tech. 12:98-105 (1982)), J^l^fc^/KT-fe"^— h (± 
ffiR. Langer et al.) , £fcf*tfy -D- ('-) -3-tKn^>BSK(#^Dg60-54326 

&\%.it* Epstein et al. 1985. Proc Natl Acad Sci USA 82:3688-3692 N Hwang et al. 
1980. Proc Natl Acad Sci USA 77:4030-4034&if3r#JSO«, Vtfy— J^it* 

V^(^j200~800^i/^hn— J>>) ^(DffiWiS&tZ* $J30mol%<D=J 

[0074] *»w©«M«»K!if4*yt, ^yy^->^t^*^-r5*iBiis^tf^i!^-c^5o a> 



WO 2005/094846 



PCT/JP2005/006IS9 



31 



<D£#**&i*iit><Sift{S 7-, *fflflao##^j!lft-r-5jft{Zi7 (^J^{i7 i n^— ifj&fc 
7-). mj^^^eH«jSm7-, *ffllte^jS^^<lr|nj±$-frS5&<S7% 

^-e#s 0 tit. ±mmmt, w^u^Lmm^mLxmmvxh^\ ^m.^ 
mmt<DMi-z. &mx<Dmmmz^xTxicmm.i,tcmQxh<o. mm&iz'£*a 

[oo75] *5&m<ottmmiz. frPvD&M<D%&. m*.&> &rmm^. mmft. WErt 
ktf-ez&o tit, wcmAh. yv^m^mn^m^icmnmco^cw^hizh^ri 

0*L<ttO. l~lOmg/kg/B,£90;£L<te:O. 5~5mg/kg/ 13 -C&5 0 ^ 

S*s, ASWCtti x io 4 ~i x io 7 ffiti&/kg(mffi& J 3-)$itm x io 6 ~i x io 9 
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mm/kgmmft&^xm. ^*t<fiixio 5 ~ixio 6 «/kg(jj?j^-^)* 

fcftl x 10 7 -1 x 10 8 mm/kg(mm®$-) . £<0fr£L<l*5x 10 5 ~1 x 10 6 &H 

fla/k g (^^^)^(i5x io 7 ~i x io*mm/kg($mft®:5-)x°tbz>o tctdL. 

^m. ¥m. m<. ttvA im^mm^. mm^m^xxf^^mi^. mm 
mm^rn. RH^^m^. ^xxi^m^Mi-^^yii^^tia^cxm's: 

[oo76] &mn(Dmm\&<Dfcmjjmti£tc. ^v^^MUkT^n^mmzm 
m^i^Mm^mm^mm^mA^^mit^K^rixm. 

m<D'<??—tfffli$£&tl. Current Comm. Mol. Biol., Cold Springs Harbor 

Laboratory, New York (1987)^W3ti^t-ficiic$HXV^ 0 tt^V^foW-Mfcl' 

&i*tf^??—bLxn. m&xmz.mm£tix\,^<D<Dtet)\ ±i&<Dm*<Dh<v 
ttbrmzm^ktfxzzo ^^-^m\^m^. mmma*. &mw<Dmm& 

tfFjrM<Dmmmmwz.mmx$z>£o^'t% 0 mmj^^mmxn. 
. M^m^mmzA-tZo ^<?*-<D&i§-m*. yv*^m<n&w&t>tt&tL 
^Axhtntm^mm^ti^^K ^mm^rfy^^/^^^—xhtm. mx. 
\^AiAhM^^^±^io 3 ^io l5 im^ir^-t^x^ 0 y-c^L, 

fcm. m*k MM<D&-$-m&. &jfftm&£v& j *m8t* mmmm<o 
mm. Rfc~-<Dm%:fe. ^xm^m^i-^Mrnxm^t^^xm^mm-r 
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ftfcoyftmteMn. Vile el al. 1994. Ann Oncol 5 Suppl 4:59(dB(i«®£*l,T</ ^> 0 J&» 

[0077] ^lEw^MijoiWifii-ctt, rMi^^«o, zfv*>ffi<Dffi&mmz®Ti&i£i£-rz> 
n&mm-tz>tzib(Dm>mm£tiz>o ^x\ mntn. mm^mm^m^Ax 

wits mm. ^m^tizmm^h(Dmi-^^\ 

[0078] *&m%, uTomi&Mzm^^xx*) Mci^mzmm-r^K ^mw^mmi*. m 
h<Dmmm^m^th^hcoxi±^\ 

MMLfcM^M7°y^-^>/^^®(PrP Sc )^MtLT, yy^^^ft/^T 

^h-^*(Prnp-/ — ^*)£3l^U mhtllzMmMfah^v—' (P3 
UD^Sib^-frT^^^yK— ^tt^PrP^co^i^^oV^^y— 
^Xfc(Kim et al. 2004. Virology 320:40-51#{$) o 

[0079] (lmmomm 
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A)iI^i|g?a-<^^-pRSETB(Invitrogen|±M)^fflV^, AWiPii--v f >^PrP(D2 

3E*J,£*L<5tf>T\ cn^8M(DJfc^^T->?>-T:-^T^^L, Ni2+ -IMACT'^ML 

PrP^W(<bL/c(±lfdKim el al.#fK0 o 
[0080] (2)-^;*<D#i!£ 

#il3lb^LT10~12iI^<DPrnp-/-^^(Yokoyamaet al. 2001. J Biol 
Chem 276:1 1265-1 1271) £fflWCo ^<>X^±zdW&200 p. glr7D^yh^^7 i? 

[0081] OJIfflflaSll^i^^^yK— ^OiliR 

[0082] ^^^^PrP^y^P-^/P^^OPrP^m^Pfl^^ 

^i£f?u-e#bnfc^L^(7)9^, PrP Sc mmmmmtezmi-z>h<D&miRi.ti 0 

^>}^3M^Ml3/I5(Race et al. 1987 J Gen Virol 68:1391-9) £0. l~10/z g 
/mWm%L<D%iPTP^/?u— -)-;V^iW-^iStsm-^3B PeH^UCo J#Jft£B&5fe 
W^PBS-CiJfc^U 0. 5%Triton-X10<X 0. 5%x^^=— /M^bJ) 
[>A^tf^ffM-e^b, 20^ g/ml^OTMV***-— - ^K-C37°C^X205> 
^fcUfc. ^nf^t- ifK<D^<|4^2mMOPefablock^llxT#iJibfc:#, 1 
00, 000 Xg, 2t1#r^Ojg^(c:J:f9PrP Sc ^[H]J|Xbfc 0 PrP^JS^^^^hife^J: 

[0083] J^T©iMJ-C(i, ^(D^PrP Sc mMm^^^^otl43C5 (IgGl) , & 
ibtW^ PrP Sc Jf OTW?£14£^L/c72-5(IgGl, ^:f€#^-:FERM P-18516)*5 
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ctt^44Bl(IgG , S:K*o-:FERM P-18515)<7)3@^W^!JK— ^4rfflV^ 0 
[0084] '^AlR#l3:^U7h>^^7(7)[gl^ 
(l)ttfrift(57-<?5^o— 

*Jffi0ll2T»^L/t^N^yK— -v-*»fc^tts»CttV^^RNA«raiiJKL, 5* - RACE ( 
Rapid Amplification ofcDNA End) tfr*J«tO { RT- PCRtttCTtafriSfc 7" ( W. 
»)*:-til-€fiX^o— =^Xfc 0 5' -RACEtettSMART(S&l#i$ORACE cDNA 
Amplification Kit (CLONTECHllM) £fflV ^TtTofc. fclfrj&fc 7 -^u— —^?(Dtz 

[0085] [3c l] 



(EOTSS 9 ) 




- TCACTCGAGGGTGGGAAGATGGATACAGTTGGTGCA - 


1937 (MOTS" 1 0) 


■ 32mcr 5' 


A CCCTCG AGTG AG C AGTTA A C ATCT< iG AG GTG -3' 


io38 (new#y 1 1 ) 


3Gmer 5' 


- CGCGGATCC'rT.w;ACTCAriHn:M'(rrix;AA(;(:T("TT-3 


1940 1 2 ) 


• 23mer 5'- 


- CTTGACCAGGCATCCCAGGGTCA -3' 


1941 (EOT** 1 3 ) 


■ 25m er 5'- 


- CCTGG ATCVTG CTGCCCA A ACTA ACT -3* 


1942 (EOT** 1 4 ) 


: 25m er 5'- 


- CGG A A AGTG CTGTTG A A CTC 3 ( ,T( % A 7V -3' 


1943 (EJUS* 1 5 ) 


• 24mcr 5* 


- AGGTGCACACAGCTCAGACGCAAC 3' 


1944 (EOT*S 1 6 ) 


: 3 3m or .7- 


- CCGAGATCTCATTTACCAGGAGAGTGGGAGAGG -3' 


1980 (EOT** 1 7) 


:2(imor 5'- 


CGGAGArriT(JCATATTGCAGCAGT - 3* 


1982 (EOT** 1 8) 


:28mer 5'- 


AATAG TCTA C A AAATCTTC AG ACTC AAG -3' 


1999 (EOT** 1 9 ) 


23mer fV- 


C A GTCTC A CTTGTCGGGC AAGTC -3' 


2000 (eot**2 o) 


26mer 5- 


ATCTAAACTG G ATGTG G CGTAG ATC A -3' 


2001 (EM* 9 2 1) 


:23mcr 5- 


G AG C C AGTG A C CTTGACCTGG AA -3' 


2002 (EOT** 2 2) 


23mer 5'- 


C AC ATTGCAGGTG ATGG ACTGG C -3' 


2003 (EOT** 2 3) 


:25mer 5'— 


AGTACACAGCTCAGACACAAACC -3* 


2004 (EOT** 2 4) 


23mer 5- 


CTC ATCCAG TC CTGGTG CTG G AT —3' 


200f? (EOT** 2 5 ) 


-24mer 5'- 


CCG A G ATCT C ATTTA C C CGG AGT C -3' 


2007 (EOT** 2 6 ) 


-2Gmer 5- 


ATTG TCATTG C AG TC AG G A CTC AG C A —3' 


2009 (EOT** 2 7) 


24mcr 5- 


ACTCAGCATGGACATGAGGGCTCC -3 1 
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[0086] RACEfflcDNAtt, fc<D£?iZLXfflmLtz 0 i"^t?*>, 43C5, 72-5, 44 Bl^ 
tlfilWiRNAl /LigtC, 5' -CDSy^-r-ljul, SMART II A (gMt^W^' 
^^i/^K(?"ifi^J#^7) 1 ju 1, WL^y*%:1)\\x5 n liU 70°C-C2#PH F ];fJII*SU * 
■ti-r:-2^rMl^^Lfc 0 ^C5X First-Strand^;/ 7 r — 2pL K DTT(20mM) 1 » L 
dNTPvy^UOmM) 1 1, PowerScript (^^l&ttirQ i^ , 1fe''5'S^^ 1 u l^JII^S^ 
10 M l<bL,42°C-C90^^^-<-hL/Co <WC72r T^Ml^U 5' -RACE 
fflcDNA<bL7t 0 5' -CDS/^-v-ii^ T3*2(7>b(D£ffl^/c 0 
[*2] 



[0087] ^£>*TSW?&<£>5' -RACEfi, TRti^ll^^^^— ^y?M3k4) jjockt/RA 

/^W^-^LTIi, ti.T(7)*Fl^'^^^^^ ; 5^-^ i ^ (UPM : Universal 
Primer A Mix) ^fflV ^fc 0 
13*3] 
^3 

Long (0.4 mH):5' - CTAATACGACTCACTATAGtfGCAAGCAGTGGTATCAACGCAGAGT - 3' (35^*^8) 
Short (2 mM):5' - CTAATACGACTCACTATAGGGC - 3' 

[0088] 5' -RACEffl^-Yv- (GSP:Gene Specific Primer, MS -J- # Mitt 7°^^— ) t 
LXHt. 1940(43C5, 72-5fi#h 2002(44Blfig0*3«fcT*1936(43C5, 44Blig 
m)&m^1to RJ&t*. 94°C5^>\ 72°C3^5f-^^;94 < C5^>\ 70°C10#, 72 
^3#&51M*/l';68 < ClO$\ 72^ 3#£25lW/V<Z>#:{4^To;fco 

[0089] [M 



G 
C 
T 



' Al TTT(T)20TT 

o 
c 
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PCR 7V— K<Dzk 30.5/il 
10xAdvantage-HF 2 PCR : y 7 7> — 5>al 
10 X Advantage HF 2 dNTP 5. v V X 5/iI 
50 X Advantage HF 2 ^?'J^ 7— If 1 //l 

£at 41.5Ail 

[0090] [£5] 



* 5 5--RACE £>cifft©|Hl& ( W. : # 1 ) 





5'RACE 


GAPDII 


UPM CD** 


GSP CD* 










(BW.it*) 


o'-HACK « cl)NA 


2.5 


2.5 


2.5 


2.5 


UI'M (l()x) 


5.0 


5.0 


5.0 




GSP(lOjuM) 


1.0 






1.0 


*f!*:t>H 5'-KACK GAPDJI -7z> -< T — (10/zM) 




1.0 






HxO 






1.0 


5.0 




41.5 


41.5 


41.5 


41.5 




50.0 


50.0 


50.0 


50.0 



[0091] RT-PCRtt^SfclCftoTtTofco EP"^ 2m ICOcDNA, 1 n \<D10 n M^V-T^ 

— , 4. 5jultf>H O^^— ^^^^*Hx.-C50MltLfcix^fte94 o C35>;94 o C3 

2 

fj\ 65 , C3#£30iH > */l' ;65 0 C35>0|fe^Tix^$-a:fc 0 cDNAte±?e<7)5'RA 
CEffl^|S3^Lfc^c0^fflVN/c 0 RT-PCRffl^-f-^— ^b-tfi, 1941, 1942, 1943 
, 1944 (43C5, 72-5fii^'#iiH$c), 2001, 2003, 2004, 2006 (44B1 fii^^ft 
m. 1937, 1938(43C5, 72-5, 44BH0k&feH&mt$) *3im980, 1982, 1999, 
2000, 2007, 2009(72-5fiS^Rr^^fi)*JBV^ o 

[0092] ±HEo«t5 ^LT#^nrt#^^^-To^^^J:^^SIH^*i'l'I^ ( 

cDNA)£, 2%T^n— ^y/l^fci^a^^cib^ct^^tt^tl^l^b, ^ffi^tLS^ 
^ fi<ZV^K£:#Jt)filU i/^Xtf— XSfctE-OfiljKU TOPO-TA^n-ny^X^ 

RACEj£4fc&t8ffcU 5^*;«fc>^^ofc|tl700bp(44BlVH- 700), 800b 
p(44BlVH-800)O2^:O/^K^T^fo— ^Vv-J;<9^3l9mU l^'ycz— ^y/ 
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[0093] (2)mn^ 

±.fc"CUhtlit.Zf , 7X$\<&* 5=^l/y^l:J:0, BigDye(S»^) Terminator 
cycle Sequencing k\i.<0~?^T MZ.'D£^X'ffi%l,tz. 0 -f 4OOng0>^*7*5K 
DNAC,4/< l<DBigDye(3£Mif]?ih 2 */ l(D5X->-^x^fflAj/77-, 3. 2 ^ 1 

(lpM//i D*5«ttJ J jgS:<OJtf£-r5t-^7K**llx.20Ai l^L, 
^— v/U-y-J??— (Perkin-Elmer GeneAmp(g$ME9 System 2400) iZXPCRfc 
J^^To/c(35^^^:96°C10^\ 55°C5*j\ 60°C4^) o tfcKLPerlbrma DTRV/U 
MliB*— hUy^Jttttt«rtTV\ *t°— K'V*Tft8B£&|i!fe*, 20 ^ KDHi-DizJvl-AT 

tc 0 fiZmkfeteAB] PRISM 3100^fflV^TtTofc„ 
[0094] KD^S, 43C5 ffi^(43C5H:rWlJ:§o-lh 43C5l£$(43C5L:HByiJffi : 5'2K 
72 - 5 5:0 (72 - 5H : HB?U#-^3) , 72 - 51$$4 (72 - 5L : ft&m °'4) , 44B1 « 
^(44BlH:ffi^J#^-5), 44Bl^(44BlL:ffi^J»/^6)c06ffi<DfeyiJS:^^o 

"C/]*-f"„ 
[*6] 











4 3 C 5 H 


116172 


173-527 


528 1501 


4 3 C 5 L 


111167 


168-505 


506-827 


7 2 - 5 H 


74130 


131-476 


477-1450 


7 2 - 5 L 


38-94 


95-426 


427-748 


4 4 B 1 H 


149-205 


206-559 


560 1552 


4 4 B 1 L 


90149 


150-397 


398-806 



[0095] 3afcflil4 : tt.^)± ^tt.<Mm&-T<D&M 

43C5. 72-5cDIgGlfi0«, ^^J#&EcoRI/XmaIlMh:fc<fclJ ? XmaI/Bg 

I/BglII-e#HbU ^ (CH 1-2) EcoRI/Xmal&J; l^^jt£& (CH 
2-3)XmaI/ / BglII^3^N-h^^-v/3>'-rif AL, pCAcc/CH^ff^E-fCc 
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1/>T, Ctl^EcoRl/BslEimmbU EcoRI/BstEIIlM' b^ty<OttiLtc~^&ffi 
^(DcDNA^EcoRl/BstEII^H-t^^y— ->a>&-& v ^Jfrfy^ KpCAcc/4 
3C5H, pCAcc/72-5H£f£$!it/io 
[0096] 43C5, 44BKD k fltfftfi* ^r^^EcoRI/XhoI^-fh-C^^ajL, ^'wWJc 
fiXhol/BamHIlMI^-WmL£tTo/c 0 ^tbfe^V^— hcDNA£pCAcc/E 
coRI/BgllHCS^N-^-ry-v-a^T'^AL, |gfJ,^^$KpCAcc/43C5L, p 
CAcc/44BlL^^L/-c 0 

72-5 /c^fi, ±RrilM1^LfcpCAcc/43C5L£EcoRI/XhoI^THHtU ^ 
H^EcoRI/XhoI^h^^WL^^^^fej4^ALT^m^^5KpCAcc/7 

2-5L£ff^L£: 0 

44BlIgG e^fi, "5Ji£fijii5jlc£EcoRI/PstIlMk ^'^^PstI/BglII^-1' 

2a 

h-c#wmu pCAcc/EcoRi/Bgiincs/N 0 — ^3^-e#Ab. ft&zf? 

^KpCAcc/44BlH^MLyc(l^|2#Fj£J) 0 
[0097] (2) fet 

6^yw— 293T|fflJ3a^5X l0 5 *fflfla/^^/^12n#rHl^-Lfc o ±H'rico£5 

icLT^n/c^^^^ K^^/i^^ttiL, ^M*ft(Dmmzmi>-rz> m 

mtmm^^^X(Dmm.-yy^^^ti^tl2. S^glBtU HpofectAMINE(^®: 
$M)2000<D:/nh=3/H^V^/K^^>3^^ 

o 48fl#ITCai&, 293T«£[I]1|XU ^T?§ML ^^#-CSDS-PAGE^rtTo 

fflV^C. tfLfo<7)$£m.&mmVfc 0 EJ3^-rJ:5tCjl7E:^T-t?^*175~180k 

[0098] SlJ^H»t?«. h7>^^^h293T^^^J;i9^$nrtfet^-^^KWy^ELI 
SA&^J:«9^ftL^ 0 Jife^l^#^#^#:(D^5i,^^K-C293Tl8BJ3S?:h7^^ 

T^^XIgG^{fc£fflVyfo 0 m^mm^^^Z.O. lM©»^777-(pH 
8. 5)(CTM^bfc@^^fet#:^50Ml-f o#^^/K^^PU 37°CTn0#^^ 
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[0099] ^n-ydf>-^^(D^-ht^ ^fitiiS-^±^J:t>'^S^ffl^^^IgG^^ 
V\0. 02%Twccn(^^|^)-PBS(CT55>x3[n], ^-^^flfefrLfco ftl/*"? 

^■^/mcioom lasaiiu 37°c-ei5^i7^ Rj^^jh^-efcsiN h,so £50 

M l/^/l^-»lU 450nm^T«iJSL/c o ^cT^j^ 44BK 72-5*5J:l>*43C 

TV^<t^^$^fc(357#M) 0 
[0100] [*7] 

*7 





4 4 B 1 


7 2-5 


4 3 C- 5 


fcmanjg (Mg/mi) 


2 3 0 


2 6 0 


1 0 



[oioi] (3)m&7mi$<DBii&fti 

[0102] ||fl5 : ^^y^-^^ifr^^-^^T^V^^V^^^M 

hcDNAttHifi^j4t?#yi:pCAcc/IgH(pCAcc/43C5H, 72-5H#5 
£lM4BlHh jo«tU J pCAcc / /L(pCAcc/43C5L, 72-5L*5£tM4BlL)^fb 

— B\ RGD7r^^^ / ^MT7 :; V'7-r^^^i-5pWEAx-F/ / RGD/ / ClaI 
/CIAP£{£fflLfc(Nakamura T et al. 2002. Hum Gene Ther 13(5):613-26)„ ^ 
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9 — 1 ix gUHVlJ— hcDNA£l : l~~\0<Dmo\\tX°1)\\X-. 7^y—i<'3>jx.)&&fti 
tZo ^(CGigapack III Gold Packaging^ yb (I nvilrogen*±5!D£{5&fflU ±R'cl£-cDNA 
^f^ti'6@cD^^5;K(pWEAx-43C5HL-F/ / RCD, pWEAx-43C5LL- ¥/ 
RGD, pWEAx-72-5HL-F/RCD, pWEAx — 72 — 5LL — F/ RG D „ pWE 
Ax - 44B 1 HL - F/RG D, pWEAx - 44B 1 LL - F/RG D) Srfi^Lfc (|*|5#M 

) 0 ^^bnmmmM^x^DNA^^-y^k, soomi*^— ^-eJ5-*&n^ 

NucleoBond BAClOOT'W^LfCo 
[0103] (2)^!J^>^M^7-r\^'^7 :: V^^<7)^ 

^»j5(l)Ti#fcm^^^^KDNA20/ig^Pacm^^Lfc o mikVoZ. ~7^J 
-/l^/^un^AiHJ, ^/-/^iM^, 20 n 1^^^7K{C^?L/c 0 
LXntlPacmit^^^ K5 // g^lOcm(D>--r— l/-em*L/c293T^a^(-y^ 0 
7x^;/ 3 yfit'h7^7x^hLfc 0 37°C, 5%CO t-|feML> EDTA — PBS ( 

2 

cD^ix^tb^T— — h96£ m/K7V— h«V ^/c 0 
2)COS-TPC& 

*R^=<^KDNA5 a girT^V^-r^^VADNA-TPCl /* g^yvj^TJ/^v-^ 
AfeT*293Tia^{-h7V^7zn^hE/Co 37°C, 5%CO Tf— 8fei«U EDTA— P 

2 

[0104] 3)TxV^7^/^^M 

5 13 mtlO 0 ifle-ep^Lfc^^/V^SO^ l<Z)10%FBS-DMEM^n 
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&2yv>^^mbLtz 0 my<Dmj\&mrM>Mk&mz&x. ecu P acki:u ^dn 

[0105] 2^^.*fco^Tfi. 10crrv>-\— MC293T» (QO 0 /^^;!^^) £ffg 
w£:£«U *3*f#r<t;»£|nJi|XL/c: 0 0HxL/c«^c»-^(iccll pack.hU 

o 3^^/^^'(-ol/NT{i. , 10cm^— l/{-293T|fflfla(90%=i^^^ 

yh)^30ftfiU 30yul<=03^»>-r/^^^l^^$^Co 3~4Ptt^tO 
«3^^Lfcr££a^U ^^'rr^flS^[n]i|XL^ 0 CsCl^ 

T-80°C-C{&#Uco 

ifd^cDNA^tfe^cOT^V^^^-^^^— (Ax43C5H, Ax43C 

5L, Ax72-5H. Ax72-5L, Ax44BlH*5j;TJ ? Ax44BlL) £r#7t 0 

[0106] mmm •■ fs\m& &*B!fo (mso (pag&t 

2ml(Z)tM(2%FBS > ^— i/Vls / ^Y^? b^4^, L-W^*PIMDM)-C\ 

^UTSOml^-^C^r/^VttM)^^, PBS^^ClOOOrpm, 105}-) 
s ^/TOlM20%fW^fcCS]£fcteFBS, 50 M M 2-ME, ^^v'yv/^hV 
T^Wf^ L-^>^>^DIMDM) f^M^U 6?3^K7V— Kll}f 
^JMl^/^/^o M?r33 0 C, 5%CO T24l1#Bima^ iMM&l&irU 
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[0107] m?-. ±^u^mi^(DohcD45(-)mf\^^r(DXoicLxmnLti 0 *i\ iz- 

*14(~21) ti 0<DftIIJ]fi£ESflkU 2%FCSAllIMDM-C-3|nlj5fe^ s 1 X10 ? ,« 
/ml<DM)£X\ 2%FCSMlMDM^^mmLtc 0 ^btl/c«»J» (lml) {^10 
ix \<DCD45^^^u\f— XftJ^llx., ^^T^O^Rn-TV^^^— ht/Co Au 
loMACS(^«Q (MilLenyi Biotech) ^C^^AS^t felZX'O. CD4 

5 ( - ) Uaili2^8ILfc 0 ^tLfcW^ , CD 1 lb ( - h CD45 ( - ) (DfSim&ttmffo 
(MSC) XhZ>Zk&, FACS##f (Ud6) fcj:«'?fl<)|l^ (1*17) iC^&i&LfCo 
b*|7<£«9, CD45( + )*fflJ3G(D=ici^— ^i&lftjr^l^fcS A^lfc^ 'l^^ffl 
fla^^AO^Co/fbco-efe^^L-, CD45(-)^J330=3D^— ri^ Pn^^IS 

[0108] (2)tHMSCO,lM 

fchMSCteKobune M et al. 2003. Experimental Heamatology 31:l-8COtti^l-t^o 

M)<K 37°C, 5%CO , tSflgtitT^ig^Lfco 

2 

[0109] ^^i|7:^U^^^:i#^T--(DMSC^O^A 

24/v:7'l— MCICR^^S 3&CDMSC (ICR/MSC) £5 X 10 4 #fflfl3/^/K7)^ 
ttilL, ^r{C^^{?-!j5-e#fcAx43C5H*DiU?Ax43C5L, £fcteAx44Bl 
HfeJ;^Ax44BlL^n^l500pu/|ffl^^^it-e^lX.^ £?J»£-ttfc 0 48R# 
P^H^, J##±?*>^(D^to#^^^^^^nyh?fe-eW-#bfCo 43C5^o 
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[0110] (2)3il^hn7tfU— i/a^lZ&zm-A 

ICR-r^*fc(ithMSC^2 x 10 5 £fflj|G/lOO,x lOMt^tflSlJiaiWt^ 
l§Ji7°^^KpCAcc/72-5H*5ctt^pCAcc/72-5L, &5^f2pCAcc/44B 
lH:&J:tFpCAcc/44BlL£, 3-77^Kfofct92. 5MgJllt thMSC 
nucleofeclor^ h ( Amaxa Biosyslems-H:®!) £rffl V \ $k H&<5 m <D^X3 h3yH^ot> 
U -23 high transrection eniciency^^T'C^^'^h-o^^ — ->3^tTo/c 0 ^^>Hfc 

com] imi 
ma 

(Ml :/ig/l 0 s |ffl^/4 8B#BS) 





?"? ; )\> 7s 


31 U h0^1/"i/3> 




ICR/MSC 


ICR/MSC 


t h MSC 


43C5 


4 






72-5 
44B1 




0.63 


2.8 


0.15 


0.28 


2.8 



[0112] mmm ■^^dmmmmm^mm^m±2 ^MM^m 
(i) mm^mm^<DLaczmfci'<DmA 

m-emz. 33°c-ei2P#r^, 5%co rvm&uto Luczmm^mm-r^rfy^ 

2 

Y4^-<^— AxCAZ3-F/RGD£, 0, 1000, 3000, 10000pu/<*fflJia<^»ffi 
T% 37°C^TlFl#ra^^^ x 48ll#P^-X-gal|fe££tTofc 0 ^©il, 3000p 

(mio) 0 

[oi 13] (2) ra^^»iija-.©DsRedift^©giA 

DsRedjtfsT-^ > #A^{*Nucleofector(amaxa biosystems^LM) Human MSC 
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nucleofeclor kil£ffll^c 0 gP*>> 'M)&m6(l)X*ffl$lLtz.lCR/MSC$.tzl-Z'M)fcm6 
(2)T'MLfcthMSC2x 10 5 fE^100Ai HDb7i'Xy=-*i'a x ss<y7T— 
» DsRcdjgfc 7 £-fttf 2 a/ gOpCAcc/DsRcdlg*^^— &#ll;t, rcu^hDTKl/ 
— v-3>-(^C3^A:U-23 high transfeclion emciency) 3^7 o/c c ^P>^X/c^aflS^6«> 

o -TOI^ thMSC-C15. 84%, ICR/MSCT-5. 78%£&47ft;itfc 7' a* A^J 

WfS<b*v5:i <t *sfflkiB"t?#fc ( isd 1 1 ) o 

&5<DT\ ^ iW.tCLacZjfifcT -^DsRcdi&te 7 -t£i£<Dfii S^ifiiS T*i^ 
[0114] Mffi : ^^'J^>^fe<^jfe«<^H«^ttJ{lill^l g 

ffl»^fc 0 fcf&fc:, ^^Wt°-obihiro^(^t^A'T : ct«9AT-)<D10%llg?L^)2A/ l£ 

(Dfcft&mmistco &0£mz*Mi£&mztiz&J3-&i37~~i44nBiz: s 72-5. 

44Bl*fcteKLH<E>#inft:£\ Alzet(»»iffi«SI)aiaJEEaKV7 p SrJflV^T, tt^fr 

cons] BH2d*e>ww^s39, m&Mmx*h%KLHZ&^tcttMimmmm0£)iz 
mmmumzwmttQm^mmfrbfr%<Dizttu 72-5*fc«44Bi^ 
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ttm^&^TWbfi^m'PLX^tz(Ml3^m)o Lt^t, 72-5, 44BlW<£> 
[0116] ^Jbfe^U0:MSCcD^.^ 

^X\^^CR^M^mVk^^^)t^m^^tz 0 PrP Sc &-*N&140H 0^, 

^At^J8-C^LycLacZ^fJ,MSC^l X 10 4 f@£MiLfc„ PrP 3 ^-^ 
142 H 0 {ZT$X&$;mK.&-&. mm&iZ.X-&am&&t&\.* MSCCDftJfiZifitii 

gVX^Z^tfrmWLtio L/c^oT, £JKfcl9:i8«fctf 10<&*g**»e>, 'M)&M7Xn 
Coin] •MMM 1 1 : izg* - ^h±2Sa^i£M 

^Wy3^Wc^^tn:^y^-^^:(43C5, 72-5*3«fcTM4Bl) K^S 

inft:(m/h43C5, m/h72-5*5j:tfni/h44Bl) Srf^JKL/t. th^ft:^'^ 
ISK^— Ki"5^ffi?W:, Shibagaki et al. 1998 Eur J Immunol 28:1125-1 133*5«fctf 
Shibagaki et a!. 1998 Eur J Immunol 29:408 1-409 UdgBiKO^jSfe-e^cio 

M^WRNA?:, z7^-Vzfy^-t\^xmm^-2S(D^)^^^^V^, 

^l,XVs<—*-774^— t\^XUn^29<D^)zi^\y^V^fh^fim^^ttR 
T-PCR^fe^T0fM^>^^^#fc(Linsley et al. 1991 J Exp Med 173:72 1-30#RH) 
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[0118] [fg9] 







7 i ; mnm 


I m/h4 3C5£83 


tiwm*j 3 o 


fi£?'J#^ 3 6 


m/h4 3 C 


ie*u#s3 1 


Bitf'J&Q 3 7 


m/h7 2-5 m.m 


s^jm 3 2 


ftii?'J&*l 3 8 


m/h7 2 -smm 


m*m*}3 3 


B£?'J#JJ-3 9 


m/h44B 1*81 


fie^j#93 4 | 


fid*'J#9 4 0 


m/h 4 4 B 1 m®i 


iK?y#^ 3 5 


iseyij§^4 1 



[0119] ^ifefiai 1 2 : Mscmm^M^mmi ELzmmm^m^m 

5o 2~2o H^{d % -^^-7-7x^^5E$-y:, 'Mmimtmm^mm^m^. 

-e#5 0 £7c, ±?e^IxL/cjM|$^ l€ig0l|lOt(^^{CX-gal^fe^L, MS 
[0120] ^Mm3:^:/ U;^tu^^ 

^^s^femo^y^-^^-x/w^^^, ^jjft^jKSEisaE^ (^wrf-obihiro 
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[2] mm&mifoiK w^zfv^mmm^^i-^. m^mu^d^Mo 

(la)BB?iJ#55-l, 3, 5, 30, Z2te£WZ4frhttMfrhmfcZM1\in*lStfm®. 
( lc) flit Rti ( 1 a) ifcfcta ( 1 b) <£>Mtf>Rfi?iJ ^«HSr^-fS*s % ft&tt&BftdSs - VT 

(2c) fltrSE(2a) (2b) 0^&<DE^J{^S£#1-5a S x Ki~ 

(2d)tuf&(2a)~(2c)OV^i 2 tb^^^^<Z)+B ; l i lt^x ^fcf'i-^r^^fjtlC^hy^i/^^ 
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<D#\o 

UaJflfi^JSo-l, 3, 5, 30, 3243cttK34^^§P/6^iStX$tL6fia^J^tf^^ 

( i b) mm 7 •= — ko» « k ioflti^ ( i a) <omwtt m-<v#v - v-tz> 

mm. 

(i c )imti(ia)*fcts(ib)<»^^ 

(2a)iE3?U#o-2,4, 6, 31, 33jo«tTJ«35*^«C5^^aitR$lT^IE?'J*'fttf^^ 

mm. 

(2c) mi IB (2a) Sfctt (2b) ©»8©E?ll:«|im5^, J&*5fiE«K^=-Ki- 
(2d) tfjfB (2a) ~ (2c) <DV vf *l2&»4>;|£8&tf>$B*9gL tfcit^Win^VV^^ 

[8] m&y%7izfcm<n&7»*>'ftfcm&*frstt'<??-o 
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[9] RGDie?U£-ft tsT =r 4 , >V*<99—-QihZ>. W#'H8teaidiBW>'<**— „ 

[10] !i!f^H7^;*i.&<7)^^;^^ -v 

[ll] (la)fiB?«# 55-30, 32*5J:0«34^^Sfl¥*»bai4R$tLS«B^J^tf^iS?. 

( 1 b) ift{5 7-=» - KOffi £ K £<9 fiu Sd ( 1 a) <D^8?£ TO -<D-Kli ^7°^ K£=" - Ki~6 

(lc) flftfti(ia) (lb) ©&S^iE*ajfc&»&tf **51»©EjBf* s =— Ki" 

(id)ft&ai(ia)~(ic)<z>^i"*t36^SKoffiM«, *fctt-t©rrJ'rt^hy>^=c> 

( 2b ) ift{5 7 ■= - b'(Om £ J: 1 ? flu 3d (2a) <D lit TO - <D#V - Ki~5 

(2d)Hufd(2a)~(2c)(DV^^^HOfflMm, *fcfi^orrJt^hy>^> 

[12] t»*JSio*fcfii i tcifem^^y^-v^7«7^:^^-Ki-5^i^o 

^3Si3f£fd«c<D^rfe 0 
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[i6] mmK mm&mm'C'hz. m^ms^isfDi^-rn^^^mo 

[is] m>mi6{^^ij^^ s ^y*><m(Dfcm<Dtctf)<nmo)%i&jjfc 0 

[19] fayv*ymtfcz:tjkm-fz>. yv7t>-mfcmmftmmm 0 

[20] &L-yv*^tf.mK m&mizzdMLcDmmizx^-vznztfifr. isxxf/iztii* 

o 

[22] tt7v*>fott-ftmmffo&iutr. m#m9i£tin2oizft%L<Dmfflo 

[23] tt^jir^tfifrftwmmK m&t&\7\zu®.<Dnux*ibz>. m&f&22\z.u®.<r> 

[25] ^/y^v^^m^tu-rs^^tp > ^v*^m&im-tz>*rfco 

[26] |^^Jll9~23(DV^^^iffi«c^M^J^J:t>V*fcttlt^^8tU<«9^ffBic 

o 

[30] ran5R*wa*r^v^, ^y^-^o^^^iL^^K^^it-rs^^o 
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[M2] 



IgGl m$g(43C5.72-5) 




EcoRX Xma\ BgiU 

OLUJ 

1 (470bp)| 



BstEM 

pCAcc/CH 
(5791bp) 




IgG^ M&(44B1 ) 

EcoRi Psll 
(733bp)l 



Bgtll 



(830bp) 



pCAcc/44BlH 
(6406bp) 



A 



EcoRl BstEVk Bgl\\ 

m 



(90rthp) 



pCAcc/43C5H 
£fcl*72-5H 
(6387bp) 




K&$g(43C5 . 72-5. 44B1 ) 

EcoRX Xhol BanmiBglM 



■fed—a. 

(463bp/ (2* 



(463bp/ (2««bp)| 

(MObp) 

pCAcc/L 
(43C5L:5671bp) 
(72-5L:5592bp) 
(44BlL:5649bp) 
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[IS5I3] 



(k Da ) mmmmmmm 
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